WILOTYPE FEMALES 



MUTAGENIZED MALES 




F1 FEMALES 



SQUEEZE EGGS 



IN VITRO FERTILIZE WITH UV INACTIVATED SPERM 



SCREEN HAPLOIDS FOR PROLIFERATION DEFECTS 
BY STAINING WITH PHOSPHO-H3 ANTIBODY 
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F1 FEMALES 



| SQUEEZE 
HAPLOID EMBRYOS 



IRRADIATE AT 24 HOURS 



FIX AT -45 MINUTES POST RADIATION 



LOOK FOR EMBRYOS THAT DO NOT ARREST 
(I.E. HAVE MITOTIC CELLS H3-STAINING) 
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HAPLOID MUTANT 



HAPLOID WILD-TYPE 
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POSITION GENE ON CHROMOSOME USING 250 
MICROSATELLITES THAT SCAN 25 CHROMOSOMES 



MEIOTIC MAP USING FLANKING MARKERS ON 
88 DIPLOID MUTANTS 



MEIOTIC MAP WITH RECOMBINANT PANEL 
OF 1500 MUTANT EMBRYOS 



ISOLATE A FEW PACs OR BACs NEAR LOCUS, 
TEST RECOMBINANTS 

CHROMOSOMAL WALK, IF NECESSARY 
LOCALIZE TO SINGLE PAC OR BAC 

HYBRIDIZE TO cDNA LIBRARIES, SEQUENCE 



CONSIDER AFLP 



FIG. 15 



21/29 



-/- 

2 



-/- 



SOME EMBRYOS WITH 
MINIMAL OR NO 
PHENOTYPE 



MOST FISH HAVE 
PHENOTYPE 



GROW TO ADULTHOOD 



-/- 
/-SUPPRESSOR 



t 



-/- 



50% SUPPRESSED PHENOTYPE 

FIG. 16A 




I 

+ /-* 

| HAPLOID SCREEN 

A r 50% WILD-TYPE 
MOST 

L 50% MUTANTS 

I 

LOOK FOR 25% WITH IMPROVED OR WORSE PHENOTYPE 



FIG. 16B 



22/29 





FIG. 17 B 




FIG. 17 C 



23/29 




FIG. 18C 




FIG. 



19C 



25/29 
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